Supplementary Figure 1.
(a, b) The number of anagen follicles was proportional to the size of excisional wounds. Representative images showing areas of anagen follicles around the wound at the 15 th day post-wounding (PWD-15) (a). The numbers of anagen follicles in different groups were quantified (b). n = 7 for each wound size. Data are expressed as the mean ± s.e.m. *P<0.05, **P<0.01, unpaired t-test, two-tailed. 2, 3, 5, 7, 10, 14) . (Gene expression was normalized to GAPDH with 40 cycles, data are represented as the mean ± SD, and n = 3.) (c) IF analysis of the wound adjacent tissue at different times for the expression of CCL2. In unwounded skin, CCL2 was detected in the hair germ (HG) (yellow arrow); at PWD-1, CCL2 was detected in the HG, hair follicle infundibulum (IN) and some epidermal cells and dermal cells. At PWD-3.5, the levels of CCL2 increased in dermal cells but decreased in the HG and IN. Scale bars, 50 m. (e) IF analysis showed that TNFR1 was relatively more highly expressed in the hair follicle and the basal layer of the epidermis, and TNFR2 showed higher expression in the upper layer of the epidermis.
(f) Real-time PCR results showed that in the Tg-TNF mice, the mRNA of TNF in wound-adjacent tissue (PWD-3) was approximately 3-fold higher than that in the non-wounded skin. Data are expressed as the mean ± s.e.m.* P<0.05, ** P<0.01, unpaired t-test, two-tailed.
(a, b) IF staining indicated that p-AKT was barely detected in the epidermis and HF of unwounded skin. Six hours (h) post-wounding, p-AKT was detected in cells in the basal layer of the epidermis adjacent to the wound, which were also strongly positive for integrin-6, and increased levels of p-AKT were found at 12 and 24 hours. Five mice for each time point, 2 excisional wounds per mouse, and 5-6 tissue sections per wound were analyzed.
(c-e) Treatment of 8-week-old C57/B6 mice with perifosine (c) or LY294002 (d) suppressed hair depilation-induced p-AKT in epidermal and follicle cells and HF TAT. Control mice, n = 9; perifosine-treated mice, n = 8; LY294002-treated mice, n = 8. Local injection of bpV (phen) into the skin without depilation induced p-AKT in epidermal and HF cells and HF TAT at the injection site (e). n = 8 for both control mice and mice treated with bpV. Scale bars, 50 μm.
(a) TNF-α markedly increased the expression of Wnt3a, Wnt7b and Wnt10b, but not that of Wnt5a, Wnt7a and Wnt10a, and blockade of PI3K with LY294002 or blockade of AKT with perifosine greatly attenuated TNF-α-induced Wnt ligand expression.
(b) TNF-α exerts a weak effect on the expression of Wnt ligands in fibroblasts.
(c) The efficiency of Lgr5-mTNFR-ShRNA (ShRNA) lentiviruses in the down-regulation of TNFR1 was examined in Lgr5 + follicle stem cells isolated from Lgr5-EGFP mice by cell sorting for EGFP and CD49f double positive cells, and a mock ShRNA (Sh-C) and culture medium alone (NC) were used as controls; the levels of TNFR1 expression and p-AKT after TNF- treatment were determined by Western blot analysis, which was repeated 4 times.
(d) A schematic illustration of the experimental scheme of the in vivo knockdown of TNFR1 using ShRNA lentiviruses and its influence on wounding-induced HF TAT.
(e, f) IF analysis of tissue sections of the skin at the injection site. ShRNA-TNFR1 detected the expression of ShRNA (green) in Lgr5 + cells (e). The expression of TNFR1 in Lgr5 + cells in the HF was substantially down-regulated in mice that received ShRNA-TNFR1 compared to mice receiving the mock sequence (f). Scale bars, 50 μm.
Supplementary Figure 7.
Gating strategy for FACS analysis of macrophages in wound tissue (Fig.1c) . Firstly, we tested the quality and specificity of the antibodyies (anti-CD11b and F4/80) with a macrophage cell line, set as a positive control. In the analysis, plot was firstly gated for the single cell population (FSC-H vs. SSCA), to remove the debris, air bubbles and laser noise (all which should be FSC-low) (a) Figure 3d) . In FACS analysis of blood macrophages, plot was firstly gated for single cells (wild type mice) (FSC-A vs. SSCA) (a), and the cells were analyzed for the expression of CX3CR1 (FITC) and Ly6C (Alexa Flour 647); Alexa Fluor 647 Rat rat IgG2b/FITC Mouse IgG2a, κ isotype antibodies stained cells served as a negative control (b). With the gating parameters of negative control, and single staining based compensation, gates for CX3CR1+or Ly6C+ cells were gated (c). The gating strategy was used in Supplementary Figure 3d . In (d) and Supplementary figure 3d, the graph type was present in "Density" style. 
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